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Fig. 1S
Key NOESY correlations and relative configuration of pentactaside I (1).
Description of the SRB assay
The cytotoxicities of glycosides 15 against leukemia P-388, human lung cancer A-549, human gastric cancer MKN-28, human colorectal cancer HCT-116, human breast cancer MCF-7, and human glioblastoma U87MG cells were evaluated by the sulforhodamine B (SRB) protein assay described in previous papers [1, 2] , with the anticancer agent 10-hydroxycamptothecine (HCP, Sigma, ≥98% purity)
as positive control. The purities of the five test compounds ranged from 97.0% (4) to 99.2% (3) as determined by HPLC with refractive index detection. Briefly, target tumor cells were grown to log phase in RPMI 1640 medium containing 10% fetal bovine serum. After diluting to 410 4 cells/mL with the complete medium, 90 L of the obtained cell suspension was added to each well of 96-well culture plates. Cultures were preincubated for 24 h in a humidified 5% CO 2 atmosphere at 37 C. Then, 10 L control or test solution was put into each well, and the plate was incubated for additional 72 h.
At the end of exposure, the cells were fixed by addition of 50 L of cold 50% trichloroacetic acid at 4
C for 1 h, and the plates were washed five times with tap water and air-dried. Then, SRB solution (50 L, 0.4% in 1% AcOH) was added, and staning was performed for 30 min. The residual dye was washed out four times with 1% AcOH, and the plates were air-dried. To each well, 10 mM unbuffered Tris solution (150 L) was added. The optical density of each well was measured with a microplate reader at 520 nm. The activities of glycosides 15 and HCP were determined at 100, 10, 1, 0.1, and 0.01 mol/L (each concentration was tested in triplex wells), respectively. Data were calculated as percentage of inhibition by the formula: % Inhibition = (100-(OD t /OD s ) 100)%, OD t and OD s being the mean optical densities of the test compounds and the solvent control, respectively. The concentration inducing a 50% inhibition of cell growth (IC 50 ) was determined graphically for each
